Foxp3
RFP-peripheral T cells isolated from spleen and lymph nodes (C57BL/6) in presence of IL-2 for six days (APC to T cell ratio 1:50 and 1:10 for mTECs and DCs, respectively). Expression of Foxp3 was assessed in cultured CD4 RFP+ allo-iTregs were sorted from indicated cultures, and genomic DNA isolated from these cells was analyzed for the methylation status of TSDR, Eos, Ctla4 and Gitr. The average methylation status of all CpG motifs analyzed within respective epigenetic signature genes is depicted. Data are summarized from six (TSDR) or three (Eos, Ctla4) independent experiments (mean ± SD). For Gitr, results from two independent experiments are depicted. Genomic DNA from CD4SP Foxp3
-thymocytes was analyzed as input control for the methylation status of the TSDR (three independent samples) and Eos, Ctla4 and Gitr (unicate) . For the methylation status of the TSDR, Eos and Ctla4 significance was tested using Mann-Whitney test; * p < 0.05; ** p < 0.01; ns, not significant. 
Supplementary

CD90
+ thymocytes was analyzed by flow cytometry. Data are summarized from three (anti-CD70) and four (anti-CD137L, anti-OX40L, combined treatment) independent experiments (mean ± SD) and tested for significance using Mann-Whitney test; ns, not significant. (B) Indicated APCs isolated from CD83 mutant mice (top, filled bars) or CD83 transgenic mice (bottom, filled bars), both on C57BL/6 background, were cultured with CD4SP-Foxp3 -thymocytes from Foxp3 hCD2 (BALB/c background) in presence of IL-2 for six days. APCs isolated from C57BL/6 mice (open bars) were taken as controls (WT). Expression of Foxp3 in cultured CD4 + CD90 + thymocytes was analyzed by flow cytometry. Graphs show frequency of Foxp3 + allo-iTregs from two independent cultures. (C) Conditioned media from 48h-cultures of ex vivo isolated mTECs, t-DCs and sp-DCs (all BALB/c) with CD4SP-Foxp3 RFP-thymocytes (C57BL/6) was added to cocultures of indicated freshly isolated APCs (BALB/c) with CD4SP-Foxp3 RFP-thymocytes (C57BL/6) in presence of IL-2 for six days. Fresh medium was used as control. Expression of Foxp3 in cultured CD4 +
+ thymocytes was analyzed by flow cytometry.
Graph shows frequency of Foxp3
+ allo-iTregs from indicated cultures. Data are summarized (all technical replicates) from two independent experiments (mean ± SD).
Supplementary Figure S7: In vitro phenotypic and functional characterization of Foxp3
-and Foxp3 + cells from allogeneic co-cultures. Indicated APCs (BALB/c) were cultured with CD4SP Foxp3 RFP-thymocytes (C57BL/6) in presence of IL-2 for six days. (A) At day 6, cells were restimulated with phorbol 12-myristate 13-acetate and ionomycin for detection of IFN-γ, and expression of IL-10 GFP (left) and IFN-γ (right) was assessed by flow cytometry in gated Foxp3 RFP+ allo-iTregs from indicated cultures. Data are summarized from five independent experiments (mean ± SD) and tested for significance using Mann-Whitney test; * p < 0.05; *** p < 0.001; ns, not significant. (B-C) Cells were treated as described above, and expression of IL-10 GFP (upper row) and IFN-γ (lower row) was assessed by flow cytometry in gated 
